A C C E P T E D M A N U S C R I P T 2 Objectives: To summarize and meta-analyze studies on changes in grey matter (GM) in patients with migraine. We aimed to determine whether there are concordant structural changes in the foci, whether structural changes are concordant with functional changes, and provide further understanding of the anatomy and biology of migraine. Methods: We searched PubMed and Embase for relevant articles published between January 1985 and November 2015, and examined the references within relevant primary articles. Following exclusion of unsuitable studies, a meta-analysis was performed using activation likelihood estimation (ALE). Results: Eight clinical studies were analyzed for structural changes, containing a total of 390 subjects (191 patients and 199 controls). Five functional studies were enrolled, containing 93 patients and 96 controls. ALE showed that the migraineurs had concordant decreases in the GM volume (GMV) in the bilateral inferior frontal gyri, the right precentral gyrus, the left middle frontal gyrus and the left cingulate gyrus. GMV decreases in right claustrum, left cingulated gyrus, right anterior cingulate, amygdala and left parahippocampal gyrus are related to estimated frequency of headache attack. Activation was found in the somatosensory, cingulate, limbic lobe, basal ganglia and midbrain in migraine patients.
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Statistical Analysis
We used Ginger ALE 2.3.5 (http://www.brainmap.org/) to evaluate the presence of common patterns of GM alterations. Ginger ALE is a BrainMap application that can be used to perform an ALE meta-analysis on coordinates in a Talairach or MNI space. ALE is probably the most widely used algorithm for coordinate-based meta-analyses. The approach treats activation foci reported in neuroimaging studies as spatial probability distributions centered at given coordinates rather than as single points. For each voxel, Ginger ALE estimates the cumulative probabilities that at least one study reports activation for that locus. ALE maps are then obtained by computing the union of activation probabilities for each voxel. Differentiation between true convergence of foci and random clustering is tested using a permutation procedure (Eickhoff et al., 2009; Laird et al., 2005; Turkeltaub et al., 2012) . With version 2.0, Ginger ALEswitched the ALE methods from fixed effects to random effects, and incorporatedvariableuncertaintybasedon the sample size (Eickhoff et al., 2012) . A random effects model assumes a higher than chance likelihood of consensus between different experiments, but not in relation to activation variance within each study. During an ALE analysis, each activation focus is modeled as the center of a Gaussian probability distribution, and is used to generate a modeled activation (MA) map for each study.
Where we used data that were not expressed in Talairach coordinates, these were transformed into
Talairach space using icbm2tal, as implemented in Ginger ALE 2.3.5 (Lancaster et al., 2007) . A very conservative threshold of P < 0.001 was chosen, and the minimum cluster size was 100 mm 3 .
All of these steps combined help to control for publication bias with regard to reported foci.
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Results
Lots of studies have been performed on grey matter (structural or functional) changes in migraine patients, but the results were not consistent and different areas were found in them. After a careful screen, we identified 8 clinical studies that used VBM to assess changes in GM regions in migraineurs and controls, containing a total of 390 subjects (191 patients and 199 controls) . The patient group was comprised of 24 men and 167 women, where 155 cases of migraine were without aura and 36 were with aura. The control group comprised 28 men and 171 women. There were 11 subjects diagnosed as chronic migraineurs. The clinical manifestations and technical details of the structural changes on migraine are listed in Tables 1 and 2 . The studies we analyzed compared the whole brain grey matter volume (GMV) of 191 migraine patients (mean age: 37.94 years), and 199 healthy controls (mean age: 36.71 years). There were no significant age or gender differences between the patients with migraine and the HC subjects (t-test; P < 0.05). The relationship between changes in GMV and frequency of attack and disease duration were also performed in five out of the eight studies (Kim et al., 2008; Maleki et al., 2012a; Rocca et al., 2006; Schmitz et al., 2008a; Valfre et al., 2008) . Four of them assessing the correlation of GM changes with clinical data through multiple comparison or Pearson correlation test, we chose them for subtraction meta-analysis to explore the correlation of GMV changes with frequency of attack and disease duration (Kim et al., 2008; Rocca et al., 2006; Schmitz et al., 2008a; Valfre et al., 2008) .
As they are correlation analysis, the concept 'estimated frequency of migraine attacks (frequency of migraine attacks or duration of the disease) was used and a dichotomous grouping based on disease duration -related GMV changes may present the complete picture of development in migraine (DeRamus and Kana, 2015; Kim et al., 2008; Nellessen et al., 2015) . Using these data,
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A C C E P T E D M A N U S C R I P T 9 group analyses were performed between patients with migraine and HC subjects, lower estimated frequency of migraine attacks and higher estimated frequency of migraine attacks patients, respectively. Only one study included chronic migraine, and the number of migraines with aura was small; hence, a group analysis among migraine subtypes was not possible.
Five functional MRI studies used nociceptive stimuli were included to assess functional changes in the whole brain GM regions in migraine patients containing a total of 189 subjects (93 patients and 96 controls). 32 men and 61 women were contained in patient group. The clinical manifestations and technical details of the functional changes on migraine can be found in Tables   3 and 4 . There was no significant gender difference between the migraineurs and the HC subjects (t-test; P < 0.05). Age information are not available in some researches, however, gender and age were exactly matched in each study.
Although PAG increase was found in one study (Rocca et al., 2006) , we found no overall increase in GM in patients with migraine. The ALE results showed that, compared with HC, migraine was associated with a common core set of decreases in GM volume in the bilateral inferior frontal gyri, the right precentral gyrus, the right cerebellar culmen, the left middle frontal gyrus and the left cingulate gyrus (see Fig. 2 and Table 5 ). Changes in the volume of GM in the right claustrum, left cingulated gyrus, right anterior cingulate, amygdala, and left parahippocampal gyrus were negatively related to the estimated frequency of attack (see Fig. 3 and Table 6 ).
In individual studies, both activated and deactivated areas were found in migraineurs. Several areas containing the bilateral lentiform nucleus, putamen and claustrum, the right precentral gyrus, the right midbrain, the right postcentral gyrus, the left limbic lobe and the left cingulate gyrus were activated in the migraine patients after ALE analysis. There were also area deactivations in
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10 the left precentral gyrus and the right superior temporal gyrus in the migraineurs (shown in Fig.4 and Table 7 ).
Discussion
Initiation of a migraine attack is associated with genetic and environmental factors. Genome-wide association studies of migraine have revealed that genetics are involved in migraine (Anttila et al., 2010; Chasman et al., 2011; Freilinger et al., 2012) ; however, only limited variance can be explained by genetics. Environmental factors, such as stress, weather, hormonal fluctuations, sleep disturbances, meal skipping, and sensory overload, are clearly involved in migraine (Kelman, 2007; Levy et al., 2009) . Whatever the cause, imaging during migraine pain has led to a shift from vascular hypotheses of migraine pathophysiology to neurovascular or central nervous system (CNS) theories.
MRI is a non-invasive procedure with the potential to determine a morphological basis of neurological diseases, as well as to investigate functional-structural relationships. In idiopathic or primary headaches, including migraine, tension-type headaches, and cluster headaches, the accepted view is that these conditions are due to abnormal brain function that occurs with normal brain structure. Patients with chronic tension-type headaches exhibit a decrease in GM volume in the structures that are responsible for transmitting pain (Schmidt-Wilcke et al., 2005) . Data on cluster headaches describe an increase in the volume of GM in the hypothalamus which is associated with functional areas involved during acute headache attacks (May et al., 1999) .
In recent years, there have been a number of studies on GM morphology using MR (especially VBM) to investigate the mechanisms of initiation, continuation and termination of
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A C C E P T E D M A N U S C R I P T 11 migraine (Hougaard et al., 2014) . Lots of researches also be conducted on GM function in migraine patients used various methods. Nevertheless, single imaging study carries several limitations, including small sample sizes, low reliability and its inherent subtraction logic which is only sensitive to differences between conditions (Feredoes and Postle, 2007; Price et al., 2005) .
ALE treats activation foci, assesses the overlap between foci based on modelling them as probability distributions centred at the respective coordinates and finds agreement across subject groups. Either way, single study results are driven by dataset's foci as well as how they are grouped. A P value is used to set a significance threshold on the ALE scores. ALE was widely applied to meta-analyse the structural and functional brain changes of various neuropsychiatric disorders, such as autism spectrum disorders, Alzheimer's Disease, anhedonia, idiopathic dystonia and physiological conditions, such as aging and touch (Chapleau et al., 2016; DeRamus and Kana, 2015; Di et al., 2014; Lokkegaard et al., 2016; Morrison, 2016; Nickl-Jockschat et al., 2012) .
After ALE meta-analysis of structural and functional changes in the GM in migraine patients, combined with previous studies in pain disorder, our study demonstrates: i) migraine was associated with a common core set of decreases in the volume of GM in the bilateral inferior frontal gyri, the right precentral gyrus, the left middle frontal gyrus and the left anterior cingulate gyrus; changes in the volume of GM in the cingulated gyrus were negatively related to the estimated frequency of headache attack; ii) the precentral gyrus and the cingulate gyrus were also over-activated in interictal migraineurs during nociceptive stimuli; and iii)structural changes in the frontal gyrus may predispose a person to pain, and the cingulate gyrus may accumulate damage due to the repeated occurrence of migraine; functional activation in the precentral and postcentral gyrus, the limbic region, the basal ganglia and the right midbrain may be associated with pain
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12 processing and associated symptoms in migraine patients.
Changes in brain function
Brain function activation in primary headache syndromes contains two groups: areas generally involved in pain processing,, such as the somatosensory, cingulate, thalamus et al; and
areas specifically activated in primary headaches, such as the hypothalamus, which is activated in cluster headache attacks (May et al., 1999) . One review of stimulus-induced brain activation in migraine found atypical brain responses to sensory stimuli, an absence of the normal habituating response between attacks, and atypical functional connectivity of sensory processing regions (Schwedt et al., 2015) . Migraine sensory hypersensitivities may be induced by a combination of enhanced sensory facilitation and reduced inhibition in response to sensory stimuli (Russo et al., 2012; Schwedt et al., 2014) , as well as reduced or absent habituation to stimuli interictally (Burstein et al., 2010) . They may also contribute to a transformation from episodic to chronic migraine (Moulton et al., 2008) . A concordant activation was found in the somatosensory, cingulate, limbic lobe, basal ganglia and midbrain in migraine patients in our study. All these areas are related to pain processing, modulation and associated symptoms (like emotional disturbances) in migraineurs. The activation areas of somatosensory, basal ganglia and midbrain coincided with previous studies and further confirms that activation and sensitization of the trigeminovascular pathway are involved in migraine pathophysiology (DaSilva et al., 2007; Noseda and Burstein, 2013; Schulte and May, 2016; Stankewitz et al., 2011) .Studies of changes in brain function during the ictal phase may improve our understanding of migraine mechanisms. Some investigators captured the onset of a migraine attack (Afridi et al., 2005a; Bahra et al., 2001; Welch et al., 1998) ,
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13 and others exposed migraine subjects to attack triggers in order to initiate migraine (Afridi et al., 2005b; Cao et al., 2002; Maniyar et al., 2014) . During the premonitory phase of nitroglycerin-triggered migraine attacks, the following areas of the brain were found to be activated: the posterolateral hypothalamus, the brainstem, and various cortical areas, including the occipital, temporal, and prefrontal cortices (Maniyar et al., 2014) . Studies that captured the onset of migraine found an increase in the signal from the brainstem (Bahra et al., 2001) . Comparisons of ictal images with interictal scans revealed significant activation in the anterior and posterior cingulate, as well as the cerebellum, thalamus, insula, prefrontal cortex, temporal lobes, and dorsal pons during migraine (Afridi et al., 2005a) . Several studies found that, following treatment of the migraine with sumatriptan and suboccipital stimulator therapy, the dorsal pons remained active (Bahra et al., 2001; Matharu et al., 2004) . Taken together, these studies show that the brainstem is continuously activated during a migraine, and that this may be specific to migraine and it may act 2013). This may reflect alterations in the dendritic complexity or changes in the number of synapses, or simply changes in water content. An increase in GMV may reflect structural brain plasticity as a result of exercise and learning (May, 2009) . A decrease in GMV suggest that the central reorganization processes in chronic pain syndromes may involve degeneration of anti-nociceptive brain areas.
Indeed, relationships between decreases in GMV and disease duration or attack frequency have been reported (Kim et al., 2008; Liu et al., 2013; Maleki et al., 2012a; Rocca et al., 2006; Schmidt-Wilcke et al., 2008; Valfre et al., 2008) ,which suggests that morphological brain abnormalities may be the consequence of repeated attacks. However, some changes in GMV are not correlated with clinical manifestation, suggesting that they may predispose a person to migraine (Liu et al., 2013) . In our study, one study without significant result was excluded, it was conducted in 2003 and the possibility may be the differences existed in migraine patients included and image pre-processing procedures (Matharu et al., 2003) . We found a set of decreases in the GMV in the bilateral inferior frontal gyri, the right precentral gyrus, the left middle frontal gyrus and the left anterior cingulate gyrus in migraine. Our finding of reliable structural alterations in homologous regions associated with pain processing highlights the importance of these areas in
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15 the pathogenesis of migraine. We also found changes in GMV in the right claustrum, the left cingulate gyrus, the right anterior cingulate, the amygdala, and the left parahippocampal gyrus, which were negatively related to the frequency of headache attacks. Our result further indicate that the GMV changes related to the frequency of headache attacks may occur as a consequence of repeated brain insults during migraine attacks. Decreases in GMV in the frontal gyri were not related to the frequency of headache attacks.
The frontal cortex is one of the most important areas associated with brain abnormalities in migraine patients. The role of the frontal lobe in pain processing has been established in several recent morphological studies, including subjects with chronic back pain (Apkarian et al., 2004) , fibromyalgia, irritable bowel syndrome, and phantom pain atrophy in the prefrontal cortex (May, 2008) . It has recently been reported that significant GM atrophy of the frontal lobe is associated with migraine in pediatric patients, but is not correlated with the disease duration or frequency of attacks (Rocca et al., 2014) . A recent longitudinal MRI study using VBM investigated changes in GM related to medication withdrawal in a group of patients with medication overuse headache (Riederer et al., 2013) . Patients with clinical improvement showed a significant reversal of the changes in GM in some regions, and patients without treatment response had less GM in the orbitofrontal cortex. Another striking result is a correlation between treatment response and the orbitofrontal GMV. It appears that a decrease in GMV in the frontal gyrus may predispose a person to pain conditions, and may be predictive of poor response to treatment. However, this is not specific to migraine.
PET studies have shown that the limbic regions (the cingulate cortex, amygdala, and (May et al., 1999; May et al., 1998 May et al., , 2000 . These areas of the brain are also believed to be involved in emotional, cognitive, and autonomic functions (May, 2006; Morgane et al., 2005; Peyron et al., 1999) . Alterations in cerebral structures that modulate the affective components of pain that are found in migraine suggest a possible neurobiological mechanism, which may explain the link between chronic migraine and psychiatric disturbances (Buse et al., 2013; Minen et al., 2016) . (LF) group relative to the HF and HC groups suggestive of an initial adaptive plasticity that may then become dysfunctional with increased frequency (Maleki et al., 2013) . In our study, no GMV increase was found, so the "generator" of migraine can not been deduced. Increased activation in precentral gyrus and cingulate during nociceptive stimuli opposed to GMV decrease might represent increased effort, possibly due to disorganization of these areas and/or the use of compensatory strategies involving pain processing in migraine.
We did not find structural changes in GM in areas that were specifically activated in migraine (i.e., the brainstem, hypothalamus). However, this negative finding does not imply that the brainstem and hypothalamus are not involved in the pathophysiology of migraine. Because most of the studies included in our meta-analysis used whole-brain detection (only in one study was the brainstem subjected to a small-volume correction, but this employed a 1.5-T MRI scanner), and the GM volume of the brainstem is relatively small, we could not draw conclusions on the significance of brainstem morphology in migraine. Further studies are therefore warranted that focus on the brainstem volume using 3.0-T or 7.0-T MRI scanners in order to determine whether there are any significant changes in the volume of the brainstem. At the same time, ALE provides a way of applying statistical thresholds to large sets of coordinate data, in order to identify the most consistently-existed and reproducible loci across many studies, the result can provide a priori hypotheses for further experimental testing. However, it filters out less robust or infrequently-reported foci that may have a greater dependence on the details of individual studies.
Longitudinal and combination of structural and functional imaging studies may be needed to better understand the anatomy of migraine. As animal models are available in migraine and their life spans are short, a longitudinal imaging study can also be completed in rodents and brains can be collected ex-vivo for further analysis.
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Limitations of our study
First, we consider limitations that are common to imaging studies. There are no established protocols for imaging studies, and image pre-processing procedures, such as smoothing, registration, the choice of small volume corrections, imaging modalities, and data analysis, differed among studies. The headache characteristics (i.e., attack frequency and disease duration)
as well as the HC choices were also inconsistent.
Our meta-analysis was subject to publication bias because unpublished studies and studies without any significant clusters reported were not included, the studies were limited to those published in English and where the subjects were human. The ALE meta-analysis was based on pooling of stereotactic coordinates with significant differences rather than on the raw data from the included studies; this may have limited the accuracy of the results. Nevertheless, previous studies suggested that no individual study could significantly bias the results of ALE meta-analyses after including the sample size and number of reported foci into ALE algorithm, changing from fixed-effects to random-effects inference, and revising for multiple comparison correction (Eickhoff et al., 2012; Eickhoff et al., 2009; Turkeltaub et al., 2012) . The inclusion criteria for fMRI were nociceptive stimulation in order to allow for analysis, regardless of stimulation site or stimulus type (e.g., hand, forehead, heat, ammonia, etc). The result makes clear that the simultaneous activation and deactivation of the relevant regions are implicated in responses to a range of nociceptive stimuli. The sex ratio was not concordant with the prevalence of migraine, and sex differences in brain structure may be present (Maleki et al., 2012b) . There were few chronic migraineurs, and the sample may not be broadly representative of migraineurs overall. Migraineurs frequently have several comorbid conditions (e.g., anxiety and mood
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19 disorders, altered lifestyles, and drug use that might directly contribute to morphological changes); this was not considered in our study.
Conclusion
Whole-brain VBM studies identified consistent widespread reduction in the GMV in migraine, specifically in the frontal cortex and the cingulate gyrus. The cingulate gyrus and the parahippocampal gyrus were related to the estimated frequency of headache attacks. Frontal cortex and cingulate gyrus were over-activated in interictal phase during nociceptive stimuli.
These changes in GM may be related to the mechanisms of pain processing and the associated symptoms of migraine, such as cognitive dysfunction, emotional problems, and autonomic dysfunction. Changes in the frontal gyrus may predispose a person to pain conditions. The limbic regions may accumulate damage due to repeated occurrences of pain-related processes. Further studies are required to determine how these changes can be used to monitor disease progression or exploited in therapeutic interventions.
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